H3K9ac 1:3000 (pAb-177-050, Diagenode). The membranes were washed 4 times with TBS-T and incubated with anti-mouse or anti-rabbit IgG-horseradish peroxidase secondary antibody (GE Healthcare) for 1 h at room temperature. The membranes were washed 4 times with TBS-T and visualized by LiteAblot turbo extra-sensitive chemiluminescent substrate reagents (Euroclone). The signal were detected on Amersham Hyperfilm (GE Healthcare) and quantified with ImageJ software.
ELISA assay
Genomic DNA was isolated using the Puregene Core Kit B (Qiagen). The quality and quantity of DNA were assessed by using NanoDrop 1000 spectrophotometer (Thermo Scientific) and by agarose gel electrophoresis with ethidium bromide staining. DNA was denatured by boiling at 100°C for 10 min and rapidly chilled in a ice bath for 15 min. 50 μl/well of denatured DNA (4 ng/µl for 6-4PPs and 0.2 ng/µl for CPDs) were distributed to protamine sulfate-coated PVC microplates (Thermo Scientific) in quadruplicate and completely dried overnight at 37°C. Plates were thus washed 5 times with 150 μl/well of PBS-T 0.05% and incubated 30 min at 37°C with 150 μl/well of 2% goat serum in PBS to prevent non-specific antibody binding. Plates were washed 5 times with 150 μl/well of PBS-T and incubated 30 min at 37°C with 100 μl/well of mouse anti-CPDs (TDM-2 1:1000, CosmoBio) or mouse anti-6-4PPs (64M-2 1:1500, CosmoBio) antibodies in PBS. Plates were washed 5 times with 150 μl/well of PBS-T and incubated 30 min at 37°C with 100 μl/well of Biotin-F(ab')2 fragment of goat anti- Per2 and Bmal1 mRNAs in NaBu-treated and untreated cells. Bmal1 and Per2 transcription oscillation did not vary between NaBu-treated and untreated cells. The results were obtained in three independent experiments and plotted as mean ± SEM.
